Abstract Backhousia myrtifolia is an Australian native plant cultivated for cut flowers and foliage. A leaf browning syndrome, with unknown cause, became problematic for the floriculture industry in the years [2003][2004]. Alternaria alternata was isolated consistently from brown leaf lesions on potted nursery plants and pathogenicity was confirmed by Koch's postulates. This is the first report of A. alternata on B. myrtifolia that is a possible cause of leaf discolouration in B. myrtifolia.
Backhousia myrtifolia is an Australian native plant grown in subtropical Queensland and New South Wales. Ruptured leaf and flower tissues give off a cinnamon-like aroma, which accounts for the plant's common name of "Cinnamon Myrtle". This species has been cultivated in recent years as a cut flower crop. It has aesthetically beautiful dark green leaves and lime-green to white flowers which pleases Japanese flower markets (Lim-Camacho et al. 2006) . However without knowing the clear causes, its cut foliage and flowers suffer from browning and/or blackening spots, which later expand to become brown lesions approximately 0.5 cm in diameter after harvest and during storage at low temperature. The symptoms were initially detected in northern Australia (QLD), but have since more been found in southern regions (NSW) (Ekman et al. 2008) . This has become a problem for the export industry. Chilling injury and dehydration during storage were initially suggested as main triggers of this discolouration (Ekman et al. 2008) .
Brown to black spots on the leaves of potted B. myrtifolia plants were first observed during July to September 2008 on 4-year-old B. myrtifolia potted stock (n=80) at the nursery on The University of Queensland's Gatton campus (27º33′S, 152º20′E) . Approximately 30% of plants showed discolouration on their fully developed leaves. The visible discolouration developed on the leaf surface as tiny spots that expanded to brown lesions, which then covered the whole leaf surface (Fig. 1) . Leaves with brown lesions were harvested and transferred to the laboratory in a plastic container lined with wet paper towels. Leaf tissue of approximately 2.5 mm 2 was cut from the edge of lesions which included both discoloured and adjacent healthy tissues. These cut tissues were surface sterilised in 75% (v/v) ethanol for 60 s, dried, then placed onto PDA media in Petri dishes and incubated at room temperature (~25°C) in a black light (Sylvania® black lightblue F 18 w/BLB-T8, Japan) chamber on a 12 h on-off cycle. Five-ten pieces from the same leaf were placed on the Petri dishes and there were 5 replicate dishes for each of the three plants tested. After 10 days of incubation, whitebrown mycelia grew from approximately 70-80% of the cut tissue tested. The fungal colonies (mycelia) from the explants were sub-cultured on fresh PDA media. Growth for 10 days on PDA media yielded brownish fungal colonies with white -grey hyphae (Fig. 2a) . Conidiophores grew individually or in small groups. They were straight or branched, pale to greenish-brown, 5-20 μm long and with one or many conidial scars. The conidia were 0.25-0.5 μm long and often in branched chains. They were elongated, smooth, oval-shaped and pale to olive brown. These spores were usually multi-septate with longitudinal and/or transverse septa (Fig. 2b, c) . After Ellis (1971) , the fungus was identified as an Alternaria species, probably A. Alternata Isolates were sent to the Queensland Department of Employment, Economic Development and Innovation (DEEDI) and morphologically confirmed to be A. alternata. Koch's postulates (Walker et al. 2006) were conducted in three separate experiments using the isolate BRIP 52221. In the first experiment, small agar plugs (5 mm 2 ) with mycelium were placed on the abaxial surface of the leaves (non-wounded). There were three replicate leaves for each of the three plants tested. Each replicate consisted of one mature and one immature leaf placed in a Petri dish lined with a single layer of moistened filter paper. The dishes were sealed with Parafilm® to achieve high humidity and incubated as above. The development of brown lesions of 10-15 mm diam. was observed consistently on both immature and mature leaves after 10-14 days (Fig. 3a, b) . Fungal isolation and purification from artificially inoculated lesions were performed as described earlier. Ten-day-old single cultures on PDA media were used for pathogen identification by morphology.
In the second experiment, a suspension of 5×10 4 conidia/mL was used as inoculum. Detached leaves were excised from the top (immature), middle (young mature) and bottom (old mature) of the stem for each of the three plants tested. Leaf tips approximately 0.3-0.5 cm long were cut off and the leaves were sterilised as described above. Inoculation was performed by dipping the cut edge of leaves into the conidial suspension for 60 s. Leaves were placed in sealed Petri dishes lined with wet paper and incubated at room temperature. Samples from each of the three categories (i.e., immature, young mature and old mature) were in duplicate. The control leaves were dipped in distilled water. Brown lesions developed at the cut edges of inoculated leaves after 10 days, particularly on immature and young mature leaves (Fig. 3c) . Non-inoculated control leaves remained asymptomatic. In the final experiment, attached leaves on 1-year-old potted plants (n=3) were inoculated following the method of Inoue and Nasu (2000) with minor modifications. Briefly, sterilised filter paper (0.3 cm 2 ) was dipped into a conidial suspension for 3 min and then secured with Micropore™ tape onto intact mature healthy leaves (n=3/plant). The control plants were inoculated with filter paper dipped in distilled water on the leaves. The whole plants were then covered with a perforated plastic bag to maintain high humidity. Treated plants were held in the laboratory at room temperature. Discolouration was observed after 10 days on all inoculated leaves. However, non-inoculated control leaves remained asymptomatic (Fig. 3d) . This report suggested A. alternata is a possible cause of discolouration in B. myrtifolia leaves. Future works on pathogenicity of the three isolates, inoculation on floral tissue and infection during postharvest storage are to be conducted. Fig. 3 Koch's postulates experiment with mycelium inoculated onto detached immature (a) and mature (b) of Backhousia myrtifolia; arrows indicate mycelial inoculum. Leaf inoculation by conidia suspension (c) (5×10 4 conidia/mL) onto detached leaves of immature (arrow head 1), young mature (arrow head 2) and old mature (arrow head 3) leaves, and discolouration symptoms on an attached leaf after inoculation on the plant with the spore suspension (d). Scale bars=0.5 cm
